HABC Assays

BBL Assay ID 326

GENE GPX1

SNP NAME GPX1_P(198)L_rs1050450

Identifier P(198)L

rs Number 1050450

Allele 1 C

Allele 2 T
GGCCTGGTGGTGGGTTCGAGCCCAACTTCATGCTCTTCGAGAAGTGCGAGGTGA
ACGGTGCGGGGGCGCACCCTCTCTTCGCCTTCCTGCGGGAGGCCCTGCCAGCTC
CCAGCGACGACGCCACCGCGCTTATGACCGACCCCAAGCTCATCACCTGGTCTC
CGGTGTGTCGCAACGATGTTGCCTGGAACTTTGAGAAGTTCCTGGTGGGCCCTGA
CGGTGTGCCCCTACGCAGGTACAGCCGCCGCTTCCAGACCATTGACATCGAGCC

Sequence TGACATCGAAGCCCTGCTGTCTCAAGGGC[C/T|CAGCTGTGCCTAGGGCGCCCCT

CCTACCCCGGCTGCTTGGCAGTTGCAGTGCTGCTGTCTCGGGGGGGTTTTCATCT
ATGAGGGTGTTTCCTCTAAACCTACGAGGGAGGAACACCTGATCTTACAGAAAATA
CCACCTCGAGATGGGTGCTGGTCCTGTTGATCCCAGTCTCTGCCAGACCAAGGC
GAGTTTCCCCACTAATAAAGTGCCGGGTGTCAGCAGAACTGTGTGTATGTCCTGT
GTCATTGTCATTTGGGAATTCTTTTTCTTTTCTTTTTTTTTTTTTTTTTTTGAGACGG

PCR Forward Primer

acgttggatgATCGAGCCTGACATCGAAGC

PCR Reverse Primer

acgttggatgATCCCGAGACAGCAGCA

Mass Extend Primer CCCTGCTGTCTCAAGGGC
Mass Extend Mass 5451.5

Mass Extend Product 1 CCCTGCTGTCTCAAGGGCC
Mass 1 5724.7

Pause Mass 5755.7

Mass Extend Product 2 CCCTGCTGTCTCAAGGGCTC
Mass 2 6028.9

Genotyping Method MassARRAY

Amount of DNA used

5ng/ul (Conc. 2.5ng/ul; Vol. 2ul)

PCR components

ul

10X Buffer B (Solis Biodyne) 0.50
(2pm/ul) FOR primer (Bioserve Biotechnologies Ltd.) 0.50
(2pm/ul) REV primer (Bioserve Biotechnologies Ltd.) 0.50
(2.5 mM ea.) dNTPs (Bioserve Biotechnologies Ltd.) 0.25
(25 mM) MgCl (Solis Biodyne) 0.50
TAQ (Solis Biodyne) 0.02
H20 0.73
TOTAL VOLUME (ul) without DNA 3.00
PCR cycling conditions

Step 1:

Time 15 min.
Temp (OC) 95
Step 2:

Time 20 sec.
Temp (OC) 95
Step 3:

Time 30 sec.
Temp (OC) 56
Step4:

Time 60 sec.
Temp (OC) 72

# of Cycles (step 2 to 4) 45 cycles
Step5:

Time 3 min.
Temp (OC) 72
step 6: 40C Hold




SAP Treatment components

ul

Water 1.53
SAP enzyme (USB) 0.3
hME Buffer (BBL) 0.17
TOTAL VOLUME (ul) 2
Incubation cond.

Step 1:

Time 20 min.
Temp (OC) 37
Step 2:

Time 5 min.
Temp (OC) 85
Step 3: 40C Hold
MassExtend Reaction components ul
Water 1.782
TERM MIX 0.2
(100pm/ul) EXT primers (Bioserve Biotechnologies Ltd 0
ME ENZYME (Solis Biodyne) 0.018
TOTAL VOLUME (ul) 2
Termination Mix ACG/CG
MassExtend Reaction conditions

Step 1:

Time 2 min.
Temp (OC) 94
Step 2:

Time 5 sec.
Temp (OC) 94
Step 3:

Time 5 sec.
Temp (OC) 52
Step4:

Time 5 sec.
Temp (OC) 72

# of Cycles (step 2 to 4) 40 cycles
Step5: 40C Hold




